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Abstract
The mesopelagic zone is a visual scene continuum in which organisms have developed various strategies to optimize
photon capture. Here, we used light microscopy, stereology-assisted retinal topographic mapping, spectrophotometry and
microspectrophotometry to investigate the visual ecology of deep-sea bioluminescent sharks [four etmopterid species
(Etmopterus lucifer, E. splendidus, E. spinax and Trigonognathus kabeyai) and one dalatiid species (Squaliolus aliae)]. We
highlighted a novel structure, a translucent area present in the upper eye orbit of Etmopteridae, which might be part of a
reference system for counterillumination adjustment or acts as a spectral filter for camouflage breaking, as well as several
ocular specialisations such as aphakic gaps and semicircular tapeta previously unknown in elasmobranchs. All species
showed pure rod hexagonal mosaics with a high topographic diversity. Retinal specialisations, formed by shallow cell
density gradients, may aid in prey detection and reflect lifestyle differences; pelagic species display areae centrales while
benthopelagic and benthic species display wide and narrow horizontal streaks, respectively. One species (E. lucifer) displays
two areae within its horizontal streak that likely allows detection of conspecifics’ elongated bioluminescent flank markings.
Ganglion cell topography reveals less variation with all species showing a temporal area for acute frontal binocular vision.
This area is dorsally extended in T. kabeyai, allowing this species to adjust the strike of its peculiar jaws in the ventro-frontal
visual field. Etmopterus lucifer showed an additional nasal area matching a high rod density area. Peak spectral sensitivities
of the rod visual pigments (lmax) fall within the range 484–491 nm, allowing these sharks to detect a high proportion of
photons present in their habitat. Comparisons with previously published data reveal ocular differences between
bioluminescent and non-bioluminescent deep-sea sharks. In particular, bioluminescent sharks possess higher rod densities,
which might provide them with improved temporal resolution particularly useful for bioluminescent communication during
social interactions.
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Introduction
Located between the bright epipelagic and dark bathypelagic
zones, the mesopelagic twilight zone (200–1000 m) consists of a
visual scene continuum where, with increasing depth, extended
down-welling sunlight is progressively replaced by point-like
bioluminescent emissions [1]. In this vast dim habitat, however,
many animals rely on vision for their survival and hence have
evolved various strategies to optimize photon capture [2].
Mesopelagic fishes in particular, have developed an impressive
array of ocular adaptations, including large and/or upward/
forward-pointing tubular eyes [2], [3], aphakic gaps [4], [5], wide
immobile pupils [6], long photoreceptor outer segments and/or
multibank retinae [7], [8], single-visual pigment rod photorecep-
tors (usually shortwave-sensitive) [9], reflective tapeta [10], and
high convergence ratios between photoreceptors and ganglion cells
(i.e. high spatial summation) [11], in order to increase optical
sensitivity. Higher sensitivity can only be achieved at the detriment
of acuity (spatial resolution) [12]. Nevertheless, some large
mesopelagic fish species have almost totally escaped this constraint
by having gigantic eyes with long focal lengths, which allow both
high sensitivity and sharp resolution [11]. In addition, many other
fishes have partially resolved this trade-off by displaying hetero-
geneous retinae, with some parts devoted to high sensitivity and
other parts mediating high resolution. Far from requiring complex
PLOS ONE | www.plosone.org 1 August 2014 | Volume 9 | Issue 8 | e104213
accessory structures, this heterogeneity is only achieved by a
variation in the spatial summation of photoreceptors onto ganglion
cells [2]. In extreme cases, the retina shows a deep convexiclivate
fovea, where ganglion cells are densely packed into a pit in order
to allow precise localization of point sources of bioluminescence
[1], [8], [13].
Retinal ganglion cell topography has been found to reflect the
habitat and ecology of deep-sea species, which are always
challenging to study whether in the wild or in captivity [11],
[14], [15]. Ganglion cells either form areae, such as an ‘area
centralis’ (centripetal density gradient) which (often) facilitates
binocular vision and the targeting of a precise region in a complex
three-dimensional environment [8], [13], or a ‘visual streak’ that
provides a panoramic view of a horizontal habitat, typically the
sand-water (benthic species) or water-air interface (pelagic species)
[13], [18], [19]. Many species display more than one specialisation
[8], [13], and the retinal acute zones may take various forms
including arches [20] or rings [21]. Such zones are also found at
the level of the photoreceptor layer, where they usually match the
topographic distribution of ganglion cells. However, photoreceptor
and ganglion cell topographies may not always co-register, which
(for duplex retinae) may be a consequence of a visual shift between
scotopic and photopic conditions [22]. It might also reveal a trade-
off between sensitivity and temporal resolution. Indeed, the
temporal response properties (visual processing speed) of a
photoreceptor is inversely proportional to its outer segment
volume [23],[24],[25]. This implies that (in retinae with homoge-
neous photoreceptor outer segment lengths) a part of the visual
field subtended by a high-density area of photoreceptors will
theoretically be sampled with a higher temporal resolution, which
allows the detection of fast moving objects [26].
Lanternsharks (Etmopteridae) and kitefin sharks (Dalatiidae) are
small [usually less than 50 cm in total length (TL)] bioluminescent
elasmobranch fishes that occupy numerous deep-sea biotopes,
sometimes in very high numbers. Although they represent ,12%
of currently known shark species and are key predators of many
Figure 1. External body and ocular features. (A) Phylogeny of sharks analysed in this study (from [89]). Lateral pictures of representative
specimens indicate the position of the clade-specific bioluminescent lateral markings (la) and other bioluminescent areas probably involved in
intraspecific behaviours (blue triangles). Scale bars, 5 cm. (B) Close-up of the eyes showing the position of aphakic gaps (white arrow) and translucent
upper eyelid (te) or dorsal groove (dg) in some species. (C) Frontal (top left), ventral (middle left), dorsal (down left) and lateral (right) views of E.
spinax head showing the part of the visual field subtended by the eyes. Note the presence of a pronounced frontal groove (fg) favouring frontal
binocular vision. The dissected upper orbital region shows the translucent eyelid area (te) is delimited caudally and frontally by aggregations of
photophores (pa) pointing towards the eye. (D) Head of T. kabeyai with protruded jaws (ja). Note how binocular vision is prevented frontally by an
enlarged rostrum (ro) and facilitated ventrally (towards the end of the jaw) by a ventral groove (vg).
doi:10.1371/journal.pone.0104213.g001
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oceanic communities, their biology and ecology is poorly known
[27]. It is assumed that most of them perform vertical migrations
and use their hormonally-controlled photogenic organs (photo-
phores), whose intrinsic chemistry remains mysterious [28], to
disguise their silhouette in the water column when viewed from
below, a common pelagic camouflage tactic called counter-
illumination and used by many species [29], [30], [31], [32],
[33]. Many lanternsharks are also thought to use their photo-
phores for bioluminescent signalling, either to facilitate intraspe-
cific behaviours [34], [35], [36], via clade-specific lateral markings,
or to highlight the presence of their defensive finspines (an
interesting example of bioluminescent aposematism) [37]. Due to
obvious logistical difficulties, no behavioural data either from wild
or experimental animals are currently available to support these
hypotheses.
Here, we investigate the visual system of five bioluminescent
shark species, including the elusive viper dogfish (Trigonognathus
kabeyai) known from ,50 specimens [38], and which demonstrate
a high phylogenetic, ecological and morphological diversity
(Fig. 1A). We also aim to provide a unique glimpse into the visual
world of one of the most enigmatic groups of mesopelagic sharks.
Using morphological analyses of ocular structures combined with
topographic mapping (photoreceptors and ganglion cells) and
microspectrophotometry (MSP), we describe a number of unique
visual adaptations reflecting the interplay between the production
and perception of the bioluminescent glows that are emitted by
these inhabitants of the twilight zone. We also compare the visual
characteristics of members of the Etmopteridae and Dalatiidae
with those of deep and shallow-living non-bioluminescent sharks to
give new insights into the evolutionary drivers of shark visual
performance.
Results
External ocular features
Bioluminescent shark species investigated in this study display
lateral camera-type eyes with large immobile pupillary apertures,
spherical lenses and a high diversity of tapetal reflectance, iris
coloration (blue, yellow or orange with a varying degree of dark
pigmentation) and relative eye size (Figure 1B). Ventral and nasal
aphakic gaps are observed in S. aliae and E. spinax, respectively;
the ventral aphakic gap of S. aliae is accompanied by a triangular
ventral slit in the iris. All etmopterids (especially T. kabeyai)
harbour a translucent area in the middle region of the upper orbit,
while this area is occupied by a dorsal groove in the Dalatiidae i.e.
S. aliae (Figure 1B). Interestingly, the area around this translucent
tissue, which appear to be an extension of the skin surrounding the
eyes, is edged by numerous photophores directed into the eye and
hence toward the retinal photoreceptors (Figure 1C). External
morphology suggests that all species have a large visual field with
regions of potential dorsal, ventral and frontal binocular overlap
(Figure 1C), except T. kabeyai, which possesses a very thick
rostrum that prevents frontal vision (Figure 1D).
Internal ocular features
The choroidal tapetum occupies a central position in etmop-
terid retinas, while it is present only ventrally in S. aliae
(Figure 2A); it always showed a silver colour. All species possess
pure rod photoreceptor retinas organised as hexagonal mosaics
(Figure 2B). Histological sections in the central retina reveal that
these rods are morphologically different across species (Table 1) –
unfortunately, no retinal tissue from T. kabeyai was available for
this analysis since the sole available retina of this species was used
for retinal mapping. Rods have very long cylindrical outer
segments that range from ,50 mm in S. aliae to ,70 mm in E.
splendidus. The photoreceptor layer is single banked and
comprises 30.51–38.29% of the whole retinal thickness (Table 1,
Figure 2C); this retinal thickness appears quite uniform across the
retina. Characterised by a sparsely populated inner retina, the
ganglion cell layer of all species is largely dominated by ganglion
cells with few ‘displaced’ amacrine cells observed (Figure 2D).
Topographic specialisations
Although displaying shallow retinal density gradients, the rod
photoreceptors demonstrate large interspecific variability in spatial
distribution (Figure 3) with little variation within species. Pelagic
species (S. aliae and E. splendidus) have a rather homogeneous
retina with higher densities observed centrally although no clear
specialisation can be distinguished. Trigonognathus kabeyai
possesses a clear horizontal streak and an overall lower photore-
ceptor density than other species. Etmopterus spinax shows a well-
defined temporal specialisation and a less defined dorsal area of
higher photoreceptor density. Etmopterus lucifer possesses two
areae arranged across the horizontal meridian, subtending both
frontal and caudal regions of the visual field. Peak photoreceptor
densities ranged from ,67,000 rods mm22 in T. kabeyai to
,180,000 rods mm22 in E. splendidus (Table 2).
The gradients of ganglion cell densities across the retina are
shallow but, in contrast to the photoreceptor topography, there is
less interspecific variation in cell density (Figure 4). Squaliolus
aliae, E. spinax and E. splendidus have a temporal specialisation
that is extended to include a nasal specialisation in E. lucifer. The
ganglion cell distribution pattern is less clear in T. kabeyai, but
seems to correspond to a dorsal arch-like specialisation subtending
the lower frontal visual field. Several high-density patches can be
found within the arch, the largest being located in temporal retina.
Ganglion cells in these bioluminescent sharks show an overall low
density, with peaks ranging from,900 cells mm22 in T. kabeyai to
,3900 cells m22 in S. aliae (Table 3).
Interestingly, while most specialisations within the Etmopteridae
are coincident with the choroidal tapetum lucidum, there is no
such relationship for S. aliae in which the tapetum is restricted to
the lower retina where rod photoreceptor density is low.
Visual performances
The rod photoreceptors of species investigated in this study have
an optical sensitivity ranged from ,1.6 mm2 sr in E. splendidus to
,4.1 mm2 sr in E. spinax (Table 4). Convergence ratio were
calculated and ranged from ,76 in S. aliae to ,139 in T. kabeyai.
This spatial summation theoretically increases optical sensitivity by
about one order of magnitude. Conversely, these bioluminescent
sharks are endowed with a spatial resolving power which ranges (in
the peak density region) from ,1.7 cycles deg21 in S. aliae and T.
kabeyai to ,3.1 cycles deg21 in E. spinax (Table 4).
Visual pigments
Only three species were available for visual pigment spectro-
photometry (E. spinax, E. splendidus and S. aliae). The retina of
each of these sharks appears to have only one spectrally distinct
visual pigment (Figure 5) and this was confirmed by partial
bleaching in E. splendidus and S. aliae (data not shown). Given
the goodness-of-fit to visual templates [39] for all absorbance
spectra, visual pigments likely contain only the vitamin A1
chromophore (rhodopsin). Wavelength of maximum absorbance
(lmax) values ranged from 485 nm in E. splendidus and 487.5 nm
in E. spinax to 491 nm in S. aliae.
Vision of Bioluminescent Sharks
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Comparison with other sharks
Statistical analyses highlight numerous differences in mass-
independent visual parameters between the three shark groups
(‘bioluminescent’, ‘deep-living’ and ‘shallow-living’); only rod outer
segment (ROS) diameter, photoreceptor optical sensitivity and
ganglion cell Nyquist frequency (in the region of peak retinal
photoreceptor density) remain uniform across the species
(Figure 6). Overall, deep-sea species have a higher mass-specific
eye size, which implies a relatively higher focal length and
consequently a higher mass-specific spatial resolving power.
Predictably, deep-sea species (which include bioluminescent
species) have lower rod lmax values than shallow water sharks:
an adaptation to see the largely shortwave light present in their
environment. Bioluminescent sharks have significantly longer
ROS lengths and a higher photoreceptor Nyquist frequency (in
the peak density region) than other shark groups.
Discussion
This work aimed to investigate the visual system of five species
of mesopelagic bioluminescent sharks. It reveals not only an
unexpected diversity of photon capture strategies among this
group but also a novel cranial structure –the etmopterid
translucent tissue in the upper orbital region– and several other
ocular specialisations once believed to be only found in bony fishes
(Osteichthyes) such as aphakic gaps and semicircular tapeta. The
discovery of these anatomical features, which are likely linked to
the necessity to visualize bioluminescence in these fishes,
emphasizes the current paucity of knowledge of deep-sea sharks,
which represent a large part of shark biodiversity [27].
Vision and bioluminescence
All sharks investigated in this study possess thousands of ventral
photophores to counterilluminate i.e. to obliterate their silhouette
from upward-looking animals deeper in the water column. To be
efficient, however, this glowing camouflage has to be precisely
controlled. In particular, the physical characteristics (i.e. spectral
radiance distribution) of the emitted light needs to mimic that of
the downwelling residual sunlight [29], [30]. Spectral tuning of
luminescence is generally performed by biochemical (specialized
light-emitting molecules sometimes combined with fluorescent
compounds [40]) ]), and angular radiance tuning is generally
achieved by physical means (i.e. optical filters and/or reflective
structures [41]). Such tuning is facilitated by a mesopelagic light
environment that has a radiance distribution that is virtually
symmetrical about the vertical, and which has a predicable
spectral range [42], [43]. Adaptations that allow occupants of this
‘twilight’ environment to match the intensity of the residual
sunlight –which displays large temporal and depth-related
variations in pelagic environments– are more complex because
they involve a rapid feedback control mechanism of luminescence
intensity. Many mesopelagic organisms including bony fishes,
crustaceans (shrimps) and squids have large ocular photophores
whose light emissions are directed towards the eye in order to
allow comparison with the residual sunlight [44], [45]. More
recently, the bacterial photogenic organs of a small squid
(Euprymna scolopes) have been shown to contain extra-ocular
Figure 2. Internal ocular features. (A) Ventral (left) and horizontal (right) choroidal tapeta (ta). Photographs were taken with (ventral tapetum) or
without the retina (horizontal tapetum). Black arrows indicate retina/choroid orientation (N=nasal, V = ventral). o, optic nerve. Scale bars, 2 mm. (B)
Retinal hexagonal photoreceptor mosaic (wholemount view). Scale bar, 2 mm. (C) Light micrographs of transverse section through the retina of two
bioluminescent shark species showing variation in photoreceptor outer segment (OS) length and diameter. GCL, ganglion cell layer; INL, inner nuclear
layer; IPL, inner plexiform layer; IS, photoreceptor inner segment; ONL, outer nuclear layer; OPL, outer plexiform layer. Scale bar, 20 mm. (D) Light
micrographs of the Nissl stained GCL of E. splendidus (wholemount view; temporal area). ac, amacrine cell; gc, ganglion cell. Scale bar, 20 mm.
doi:10.1371/journal.pone.0104213.g002
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photoreceptor molecules, which absorb and monitor the light
produced by their symbionts, independent of the image-forming
eyes [46]. In some species of bony fishes e.g. the lanternfish
Triphoturus mexicanus, the ambient light intensity is monitored by
photoreceptors protruding into the lumen of the pineal vesicle
[47]. Such mechanisms have not yet been discovered in
bioluminescent sharks, although the presence of a clear pineal
window and the use of melatonin to control photophore emission
by all species investigated in this group [31], [32], [33], [48] clearly
suggest the involvement of the pineal vesicle in the luminescence
control mechanism.
The translucent region of the upper orbit and its adjacent
photophores discovered in all etmopterid species investigated in
this study may represent a new kind of cranial structure analogous
to the ocular photophores of other counterilluminating organisms,
allowing comparison between the residual downwelling light
(through the translucent tissue) and the photophore output.
Alternatively, it could provide a preferential location to house
spectral filtering tissue for breaking counterilluminating camou-
flage. Bioluminescent emissions tend to be spectrally broader than
the surrounding daylight, with more light emitted towards the long
wavelength (green) range of the emission peak. Many mesopelagic
fishes use this subtle wavelength differential to detect counter-
illuminating animals using yellow lenses that act as long-pass filters
[2], [4], [49], [50]. Sharks investigated in this study, however, have
clear lenses that lack pigments absorbing in the human-visible
spectrum, but further examination of the upper eye orbital tissue
from fresh specimens is required to determine the filtering
capabilities of the peculiar translucent area. The pygmy shark S.
aliae lacks this orbital structure but shows a dorsal groove and a
ventral aphakic gap that might function in an analogous way,
facilitating comparison between downwelling light and biolumi-
nescence produced by photophores adjacent to the eyes.
Interestingly, all bioluminescent sharks investigated here possess
a ventral retina with large photoreceptors and few ganglion cells
(high spatial summation) and hence a high optical sensitivity to
downwelling residual light, which suggests that this retinal area
plays a major role in the counterillumination control mechanism.
Etmopterids display clade-specific lateral aggregations of
photophores (Figure 1A) that are probably used in intraspecific
communication [34], [35], [36]. It is therefore not unexpected that
the visual systems of these sharks have co-evolved to optimize
detection of these bioluminescent signals. In this context, the two
acute zones of E. lucifer, which respectively subtend the nasal and
temporal part of the visual field, likely play a role in the detection
(photoreceptors) and localisation (ganglion cells) of conspecifics’
bioluminescent flank markings. Importantly, the flank markings
displayed by members of the E. lucifer clade are more nasally and
caudally extended than those of other etmopterid clades [27], [36].
Such visual specialisations are remarkably similar to those of the
bathypelagic tripod fish (Bathypterois dubius), which adopts a sit-
and-wait strategy that requires concomitant monitoring of both
the frontal and nasal parts of the visual field [13]. The smaller size
of the lateral markings of the other investigated species of
Etmopteridae suggests that the temporal area is solely responsible
for the detection and localisation of these bioluminescent zones.
The visual pigments of the three species analysed in this study
have absorption maxima (lmax) falling within the range of 484–
491 nm. According to the ‘sensitivity hypothesis’ marine animals
possess visual pigments with an absorption maxima (lmax)
correlated with the peak wavelength of the residual downwelling
light present in their environment [51], [52]. More recent studies
suggest, however, that most visual pigments of deep-sea fishes are
actually better adapted to see bioluminescence than downwelling
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sunlight (the optimal lmax to see residual downwelling light is
474 nm) [9], [10], [53]. Bioluminescent sharks produce light with
peaks within the blue region of the spectrum, although there is a
large difference observed between the two families; dalatiid
luminescence peaks lie at a considerably shorter wavelength
(455 nm for Isistius brasiliensis [54] and 457 nm for S. aliae [55])
than etmopterid luminescence peaks (475 and 474 nm for the
pelagic E. splendidus and E. molleri, respectively [55] and 486 nm
for the coastal E. spinax [30]). Therefore, etmopterid lumines-
cence matches the ambient downwelling light and falls into the
classical range for bioluminescent organisms. As a consequence,
their visual pigments appear relatively well adapted to see the light
sources they can encounter in their habitat, including light
produced by their conspecifics, which supports a putative
bioluminescent communication mechanism. On the other hand,
there is a large difference in the lmax value (34 nm) between the
visual pigment (491 nm) and the wavelength of peak luminescence
of the pygmy shark, S. aliae (457 nm). This indicates that,
although this species would certainly be able to perceive its own
emission, its photoreceptors are spectrally tuned for the detection
of other light sources such as other blue-emitting creatures on
which it may prey [56] or even the downwelling sunlight. Indeed,
S. aliae specimens analysed in this study were collected from a
coastal turbid area where the ambient light is certainly displaced
toward the long wavelength (green) range of the spectrum. The
discrepancy between the lmax of the visual pigment of the pygmy
shark photoreceptor and luminescence emission supports the idea
that dalatiid sharks, which lack any distinctive photophore
markings, only use their luminescence for camouflage [55], [57].
Vision and ecological niche
Beside their differences in luminescent capabilities, sharks
investigated in this study also demonstrate a diversity of size
(and hence vulnerability to predators), lifestyle and feeding
strategies, which can severely impact the effectiveness of their
visual system and how the eye perceive the environment [21],
[22], [58], [59]. Squaliolus aliae and E. splendidus, which both
possess small fusiform bodies, clearly have a pelagic habit [33],
[56], [60], while E. spinax, E. lucifer and T. kabeyai are larger
benthopelagic sharks [27], [60]. Observation and capture data
indicate that at least some of these species undergo diel vertical
migrations, probably to follow their prey [38], [56], [61], [62]. All
species share a similar diet, which consists mainly of small
mesopelagic fishes (mainly myctophids), crustaceans and cephalo-
pods [27], [33], [63] although E. spinax is also known to feed on
benthic and dead animals [64]. However, their teeth and jaw
morphology display striking dissimilarities. Trigonognathus ka-
beyai, in particular, displays highly specialized triangular jaws
endowed with needle-like teeth that contrast with the grasping/
cutting dentition of other species. Although this has never been
Figure 3. Topographic maps of photoreceptor densities. Black arrows indicate retina orientation (T = temporal, V = ventral). For comparative
purpose, T. kabeyai retina (which comes from a left eye contrary to the other retinas) was vertically mirrored. Isodensity lines were arbitrarily selected
in order to highlight the specialisations. All the densities are6103 cells mm22. Scale bars, 2 mm.
doi:10.1371/journal.pone.0104213.g003
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observed, these bizarre jaws (Figure 1) are likely to be rapidly
projected forward to capture elusive prey, as is the case for the
phylogenetically distant pelagic deep-sea goblin shark (Mitsukur-
ina owstoni) with which it shares some similarities, including
convergent evolution of its jaw structure [60], [65], [66].
Specialisation for vision in specific regions of the visual
field
The topographic differences observed across species are
reflected in the function of the photoreceptors and ganglion cells.
Photoreceptors initially encode light from an optical image of the
visual environment, including any ecologically relevant visual
stimulus (prey, predator or conspecific) passing across the visual
field from all directions. Ganglion cells (the output cells conveying
information to the visual centres of the brain), on the other hand,
provide the ability to localise (spatially resolve) visual stimuli in a
specific region of the visual field.
With respect to the topography of rod photoreceptors, this study
has highlighted habitat-specific differences. Pelagic species display
an almost homogeneous distribution of rods with no clear
specialisations for ‘‘acute’’ (high sampling) vision, which is
consistent with the need to detect visual stimuli from any direction
in three-dimensional space. Benthopelagic species, on the other
hand, show a continuum between an elongated temporal area (E.
spinax) and a clear horizontal streak (T. kabeyai) although all
gradients of rod density are quite shallow for each species.
The temporal rod photoreceptor specialisation of E. spinax may
work in conjunction with the choroidal tapetum and the frontal
aphakic gap in order to increase optical sensitivity in the frontal
region of the visual field. Interestingly, the three specimens of E.
spinax also showed a secondary dorsal arch-like specialisation of
increased photoreceptor density. Such a retinal organisation
facilitates the detection of moving objects in the inferior visual
field [20], which certainly helps this shark to forage on the bottom,
looking for benthic invertebrates (reptantid decapods, polychaetes
and echinoderms) on which it is known to feed [20].
A horizontal streak allows a panoramic surveillance of a two-
dimensional world, such as the sea bottom, with limited eye
movements. This suggests that T. kabeyai displays a more benthic
habitat than other investigated etmopterids. This benthic lifestyle
is, however, probably only adopted during the daytime. Indeed,
this species is often captured in the water column (sometimes near
the surface) at night [38]; the only daytime capture events occur
close to the bottom [61]. Moreover the extremely dense ventral
photophore cover of the viper dogfish, the highest of any
bioluminescent shark described thus far [55], indicates the
necessity for this shark to use counterillumination, a camouflage
technique typical of animals living in mesopelagic environments
[29], [30], [45]. Overall, the bioluminescent sharks investigated
here display quite different rod topographic patterns than those of
the few other deep-sea shark species examined to date, which
display temporal or central increases in rod density [17], [67].
In contrast to the situation for photoreceptor topography, the
distribution of ganglion cells is similar across species i.e. an
increase in ganglion cell density in the temporal area with various
degrees of horizontal elongation and steeper density gradients; this
pattern largely agrees with a previous, yet not stereology-based,
description from the left eye of an E. spinax specimen [59]. Only
E. lucifer reveals an additional nasal area almost certainly linked
to the detection of the elongated photophore flank markings of its
conspecifics, as previously discussed. Temporal specialisations are
rare among sharks, which usually possess either a central area or a
horizontal streak; it has only been reported in the bioluminescent
cookiecutter shark Isistius brasiliensis [22], [59], [67], [68], [69],
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[70]. This general pattern may provide acute binocular vision and
a higher visual sampling in the frontal part of the visual field [16],
[17], [22]; thereby facilitating the detection of the bioluminescent
emission pattern of conspecifics and/or the capture of small
pelagic prey seen against in the darkness of the deep-sea. A similar
function can be attributed to the series of acute areae that
complement the temporal specialisation of T. kabeyai to form a
dorso-temporal arch-like continuum that provides this shark with
acute binocular vision in the ventro-frontal region of the visual
field. This particular specialisation most likely allows this species to
precisely evaluate the position of its prey and ensure a successful
strike with its protrusible and raptorial jaws.
Comparative study of shark visual system
Our comparative analysis of size-independent shark visual
parameters is only exploratory since: (i) a small number of shark
species were investigated (especially from the deep-sea), and (ii) the
boundary (maximum recorded depth= 350 m) used to distinguish
shallow and deepwater species is arbitrary and does not take into
account the fact that some species encounter extremely variable
light environments (during vertical movements or between photic
and aphotic zones [2]). The dichotomy observed between deep
and shallow living sharks for visual pigment lmax value and
relative eye size is nevertheless in accordance with the opposite
requirements imposed by low and high light level habitats [67],
[68], [69], which supports the validity of our approach.
Although no differences in ganglion cell density, which sets the
upper limit of spatial resolving power and optical sensitivity [11],
were detected across the different shark groups, bioluminescent
sharks (which are all deep-sea species [27]) appear to possess
longer rod outer segments (ROS) and to have higher rod densities
(and thus smaller spatial rod Nyquist frequency) than other sharks.
Members of Etmopteridae, with clade-specific lateral markings,
also have a relative eye size similar to non-bioluminescent
deepwater species. A long ROS and high eye-size: body-size ratio
reflects a high sensitivity to bioluminescent point sources [2]. This
indicates a strong necessity to detect all possible photons entering
the visual field [1], a visual characteristic that has also been found
in non-bioluminescent deep-sea sharks [65], [67].
The peak rod densities found in the visual specialisations of
sharks investigated in this study are, on the other hand,
exceptional among sharks and lead to summation ratios (76–139
photoreceptors per ganglion cell) clearly higher than estimates (25
to 50 photoreceptors per ganglion cell) from previous studies on
other sharks (which include the deep-sea Squalus mitsukurinii)
[22], [71]. Comparison with previous studies are, however, limited
since the present study is the first to use stereology to assess both
photoreceptor and ganglion cell densities in the same species/
Figure 4. Topographic maps of ganglion cell densities. Black arrows indicate retina orientation (N=nasal, V = ventral). For comparative
purpose, T. kabeyai retina (which comes from a left eye contrary to the other retinas) was vertically mirrored. Isodensity lines were arbitrarily selected
in order to highlight the specialisations. All the densities are610 cells mm22. Scale bars, 2 mm.
doi:10.1371/journal.pone.0104213.g004
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retina. Such high convergence ratios may be linked to the ability to
detect bioluminescent signals. In addition to allowing high
sampling of a visual scene, rod acute zones could also provide
bioluminescent sharks with higher temporal resolution than other
deep-sea sharks with pure rod retinas (which are typically
correlated with ‘slow’ vision [11]). A higher temporal resolution
could facilitate bioluminescent signalling within species of the
Etmopteridae, which would require the capacity to detect and
follow small glowing areas of conspecifics during dynamic
behaviours such as cohesive swimming and hunting [34]. Future
work, including visual modelling based on in vivo luminescence
recordings as well as electrophysiological recordings of flicker-
fusion frequency (FFF) in isolated retinas, will address this
hypothesis in order to investigate further the evolutionary
interaction between bioluminescence and the visual capabilities
in deep-sea sharks.
Materials and Methods
Fish collection
Shark specimens analysed in this study were obtained from
several sources. Specimens from four species were obtained as
freshly moribund by-catch, either from Taiwanese fisheries
operating off Donggang harbour [S. aliae and T. kabeyai
(midwater nets at 50–400 m); E. splendidus (bottom trawls at
300–600 m); authorization for by-catch collection was given by the
National Science Council (NSC 102-2621-B-291-002) and the
National Museum for Marine Biology and Aquarium
(BMMBA1031015)], or from an Australian governmental deep-
sea campaign operating off Fremantle [E. lucifer (midwater trawl
at 676–680 m); Campaign SS10/2005]. Etmopterus spinax
specimens were collected in the Norwegian Raunefjord (bottom
longlines at 180–200 m; Permit 12/14048) and humanely
euthanized by a blunt trauma to the chondrocranium according
to the local rules for experimental fish care (approval was given by
the University of Bergen ethics committee). None of the authors
are affiliated with the University of Bergen. However, E. spinax
sacrifice and dissection was performed in a biological station close
to capture site during the field trip. This station is affiliated to
University of Bergen and hence we had to comply with their
IACUC approvals. Specimens of E. spinax were killed by a quick
blow to the head using a baton and head decapitation was
subsequently performed to ensure death. All specimens were
measured and sexed. Photographs (including close-ups) were taken
from body and head in normal light.
Retinal Topography
Eyes were isolated from their orbit, oriented by a dorsal cut and
fixed in 4% formaldehyde in a specialized shark saline
(292 mmol l21 NaCl, 3.2 mmol l21 KCl, 5 mmol l21 CaCl2,
0.6 mmol l21 MgSO4, 1.6 mmol l21 Na2SO4, 300 mmol l21
urea, 150 mmol l21, trimethylamine N-oxide, 10 mmol l21 glu-
cose, 6 mmol l21 NaHCO3 total osmolarity = 1080 mosmol,
pH=7.7 [72]) for a week and stored in 0.1 M phosphate buffer
(PB, pH=7.4).
Wholemounts were prepared according to standard techniques
[68], [73] and were used either for photoreceptor topography,
ganglion cell topography or both (in most cases; see technique
from [74]). Cornea, lens, sclera, choroid and pigmented retinal
epithelium (including the reflective tapetum lucidum) were
carefully removed and peripheral slits were made in order to
flatten the whole retina onto a glass slide. Several morphometric
parameters were measured using callipers throughout the whole
dissection process including pupil, lens and eye (axial direction)
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diameters. For measurement of photoreceptor topography, the
photoreceptor layer was placed uppermost and the preparation
was infiltrated by a few drops of glycerol (to increase optical
contrast), mounted under a cover slip and sealed with nail varnish
(to avoid dehydration). For ganglion cell topography, the retina
was placed on a gelatinized slide with ganglion cell layer
uppermost and dried in formalin vapour in two successive sessions
(24 h/RT, 1 h/60uC) to increase cell differentiation before
staining, which was performed according to Coimbra et al. [75].
The wholemount was then rehydrated, stained with acidified 0.1%
cresyl violet for three minutes, dehydrated with an ethanol series,
cleared in xylene and mounted in Entellan New (Merck,
Germany).
Wholemounts were observed using a compound microscope
(Optiphot-2, Nikon, Tokyo, Japan) equipped with a motorized
stage (MAC200; Ludl Electronic Products, Hawthorne, USA) and
a digital camera (Microfire; Optronics, Goleta, USA) and coupled
to an IBM-PC compatible microcomputer running a stereological
analysis software package (Stereo Investigator; MicroBrightField,
Colchester, USA). The total number and topographic distribution
of photoreceptors and ganglion cells were established using the
optical fractionator method, treating wholemounts as single
sections (thickness sampling factor = 1) [75], [76]. Cytological
criteria from Hart et al. [77] were used to distinguish between
ganglion cells and displaced amacrine cells: cells with large
polygonal soma, abundant Nissl substance and a prominent
nucleolus were considered to be ganglion cells while cells with a
smaller and more circular profile, a lower cytoplasmic-to-nuclear
volume ratio, less Nissl substance, and a more darkly stained
nucleus were considered to be amacrine cells. After the contours of
the retina and optic nerve were digitized, cells were counted using
a convenient counting frame size (i.e. which allowed for significant
changes in retinal density to be identified), and the systematic
Table 4. Visual performance parameters summary.
Species S* (mm2 sr) SR (rods gc
21) SPR{ (cycles deg21) Nyquist frequency (cycles s21)
Etmopterus lucifer 1.69 97.72 2.73 27.04
Etmopterus spinax 3.55 136.74 3.3360.23 18.20
Etmopterus splendidus 1.40 84.22 2.2260.05 25.53
Squaliolus aliae 2.09 76.31 1.8160.37 26.65
Trigonognathus kabeyai ? 139.39 1.81 16.02
*These values are calculated for the specimen used in the histological analysis of photoreceptors (Table 1). g, summation ratio; N, sensitivity to bioluminescent point
sources; S, optical sensitivity; SPR, spatial resolving power.
doi:10.1371/journal.pone.0104213.t004
Figure 5. Rod photoreceptor spectral absorbance. Mean
bleaching difference absorbance spectra (black symbols) with wave-
length of maximum absorbance of the visual pigment (lmax; top for (A)
S. aliae; (B) E. spinax; and (C) E. splendidus. Data for A and C were
obtained by spectrophotometry of visual pigment extracts, that of B by
microspectrophotometery (MSP). Absorption spectra are best fitted
with visual pigment templates of appropriate lmax (grey line) according
to [86]. For comparison purpose, dashed blue lines at bioluminescence
peak (Bmax) from [37] were superimposed on absorbance curves.
doi:10.1371/journal.pone.0104213.g005
Figure 6. Comparative shark vision. Summary chart of statistical
tests performed to compare the visual parameters of bioluminescent,
deep living and shallow living sharks (see Dataset S1). When a
significant difference between groups was detected by ANOVA (*P,
0.05, **P,0.01, ***P,0.001), red colour was used to highlight the
groups with statistically higher values (P,0.05 with post-hoc Student’s
t-test). Mean parameter values for each group are indicated into the
corresponding circles. Values into brackets correspond to the number
of species encompassed by each group.
doi:10.1371/journal.pone.0104213.g006
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random grid spacing was adapted to reach a reduced coefficient of
error (Schaeffer CE,0.05), which typically allowed for ,200
sampling points per retina. High-resolution subsampling was
performed in high-density ganglion cell areas to determine peak
value and localisation. Cell count data were finally interpolated
with R v. 2.15.2 to produce topographic maps (Thin Plate Spline
model) following the protocol of Gisholt et al. [78].
Photoreceptor morphology
The photoreceptor morphology of the different species was
investigated by light microscopy in transverse semi-thin sections of
the retina. Formaldehyde-fixed pieces of retina were post-fixed for
one hour in 1% osmium tetroxide in 0.15 M PB, dehydrated in an
ethanol and propylene oxide series and infiltrated with procure/
araldite (ProSciTech Pty. Ltd., Townsville, Australia). Semi-thin
sections (1 mm) were cut with a glass knife using an ultratome
(LKB Ultratome Nova, LKB, Bromma, Sweden). Sections were
stained with Toluidine blue, permanently mounted in Entellan
(ProSciTech) and photographed using a digital camera mounted
on a compound light microscope (Olympus BX50, Olympus Co.
Ltd., Tokyo, Japan). For comparative purposes, morphometric
measurements (outer/inner segment length, outer segment diam-
eter) were then digitally measured using software Image J v. 1.46
in 10 rods from the central retina of all species.
Spatial Resolving Power and Sensitivity Calculations
The spatial resolving power (SRP) characterizes the angular
fineness with which an eye samples its visual environment [79].
For a hexagonal retinal mosaic, it is calculated (in cycles per
degree) using the peak density of ganglion cells (D; in cells mm22),
following Hart et al. [77]:
SRP~
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where f is the focal length of the eye, which was considered in this
study to be 2.75 times the lens radius, a typical value for
elasmobranch eyes [58].
Optical sensitivity characterizes the relative capacity of the eye
to capture light from a scene of uniform luminance [77]. It can be
calculated (in mm2 sr or mm2 sr) following Land [80], assuming
pupil (A) and lens diameter is equivalent:
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p
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where F is F-number (i.e. f ? A21 and hence equals 1.375 for
elasmobranch eye [58] while d, l and k are respectively the
diameter, length and Napierian absorption coefficient of the
photoreceptor outer segment. The absorption coefficient k was
here fixed at 0.037 mm21, which corresponds to a typical value for
elasmobranch photoreceptors [81].
Mean summation ratio (SR), which indicates the mean number
of photoreceptors subtended by each ganglion cell, was also
calculated for each species by dividing mean photoreceptor density
by the mean ganglion cell density, both obtained by averaging the
available individual values.
Visual Pigment Spectral Absorbance
Two different sampling techniques were used to measure visual
pigment spectral absorbance.
Technique 1 (for E. splendidus and S. aliae). Eyes were
removed in darkness, placed in liquid nitrogen and stored at 2
80uC until dissection. Eyes were dissected and visual pigments
were extracted in a 1 ml TRIS-buffered saline containing 100 ml
of 200 mmol l21 n-dodecyl b-D-maltoside, a mild detergent [82],
under dim far-red illumination. Visual pigments were then
partially bleached using the method of Douglas et al. [83]. Briefly,
5 ml of 1 mol l21 hydroxylamine (NH2OH; pH 6.5) was added to
150 ml of dark-adapted extract and scanned in a Shimadzu
UV2101-PC spectrophotometer. The sample was exposed to a
series of bleaches using monochromatic light of decreasing
wavelength from a regulated AC light source combined with
narrow band interference filters (10 nm bandwidth B40 filters,
Balzer, Liechtenstein) and rescanned between each bleach. One
final exposure for 1 min in white light was used to ensure complete
bleaching of any remaining visual pigment. Absorbance spectra
were calculated as the difference spectra between sequential
monochromatic partial bleaches, and a final difference spectrum
was obtained by subtracting the final (bleached) scan from the
initial scan.
Technique 2 (for E. spinax). Eyes were dissected under dim
red illumination to free the retina, which was subsequently fixed in
2% glutaraldehyde in the shark saline for 5 minutes and stored in
0.1 M phosphate buffer (pH=7.4), a method inspired by [84].
Following the technique of Hart et al. [69], small pieces of retinal
tissue were mounted in a drop of 310 mOsmol kg21 PB saline
(Oxoid, Basingstoke, UK) containing 8% dextran (D4876, Sigma
Chemical Co., St. Louis, USA) and mounted between two
coverslips. Transverse absorbance spectra (330–800 nm) of
individual photoreceptor outer segments were measured using a
single-beam wavelength-scanning microspectrophotometer [69],
[77]. A measuring beam (,163 mm) was aligned in an outer
segment to provide a prebleach scan by recording the amount of
light transmitted at each wavelength across the visible spectrum; a
cell-free area of the preparation situated close to the outer segment
was then used to provide a baseline scan. A broad-spectrum white
light was used to bleach the outer segment for two minutes.
Postbleach and baseline scans were performed to verify the
presence of a photolabile visual pigment. For each outer segment,
prebleach and postbleach spectra were subtracted to provide a
bleaching difference absorbance spectrum.
All absorbance spectra were analysed following the methods of
McNichol [85] and Govardovskii et al. [86] to provide an estimate
of the wavelength of maximum absorbance (lmax) of the visual
pigment. Visual absorbance spectra were then compared with the
wavelength of peak bioluminescence emission (Bmax) available
from the literature [37].
Comparative shark vision
A dataset of size-independent visual parameters from 68 shark
species was created using information from the literature (Dataset
S1). Sharks were then classified into three categories using
information from Ebert et al. [27]: (i) bioluminescent (sharks with
light organs), (ii) deep (sharks always found below 350 m and (iii)
shallow (sharks always found above 350 m). The visual parameters
of these categories were finally compared using one-way analysis of
variance (ANOVA). Normality and equality of variance were
tested using Shapiro–Wilk and Levene’s tests, respectively (data
were log-transformed when these parametric assumptions could
not be met). When a statistical difference was detected by
ANOVA, we performed post-hoc Student’s t-tests in order to test
all pairwise comparisons. Statistical analyses were performed using
the software JMP v.11 (SAS Institute Inc., Cary, NC, USA) and
considered to be significant at the 0.05 level.
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S1.
(DOCX)
Acknowledgments
We wish to acknowledge T. Sørlie and M. Renwart for their help in
collection of E. spinax specimens. Special thanks to J.-P. Coimbra and F.
de Busserolles for their advices regarding eye dissection and stereological
cell analyses. We also thank Caroline Kerr and Michael Archer for their
assistance. This study is a contribution to the Biodiversity Research Center
(BDIV) and to the Centre Interuniversitaire de Biologie Marine (CIBIM).
Author Contributions
Conceived and designed the experiments: JMC SPC. Performed the
experiments: JMC JCP NSH EGG. Analyzed the data: JMC JCP.
Contributed reagents/materials/analysis tools: JMC JCP EGG HCH JM.
Contributed to the writing of the manuscript: JMC JCP NSH SPC.
References
1. Warrant E (2000) The eyes of deep–sea fishes and the changing nature of visual
scenes with depth. Philosophical Transactions of the Royal Society of London.
Series B 355: 1155–1159.
2. Warrant EJ, Locket NA (2004) Vision in the deep sea. Biological Reviews 79:
671–712.
3. Marshall NB (1954) Aspects of deep-sea biology. London: Hutchinson 380 p.
4. Munk O (1980) Hvirveldyrøjet: Bygning, funktion og tilpasning. Copenhagen:
Berlingske Forlag 169 p.
5. Warrant EJ, Collin SP, Locket NA (2003) Eye design and vision in deep-sea
fishes. In: Collin SP, Marshall, NJ, editors. Sensory processing in aquatic
environments. New York: Springer. pp. 303–322.
6. Crescitelli F (1991) Adaptations of visual pigments to the photic environment of
the deep-sea. Journal of Experimental Zoology Supplement 5: 66–75.
7. Locket NA (1985) The multiple bank rod fovea of Bajacalifornia drakei, an
alepocephalid deep-sea teleost. Proceedings of the Royal Society B 224: 7–22.
8. Wagner HJ, Fro¨hlich E, Negishi K, Collin SP (1998) The eyes of deep-sea fish II.
Functional morphology of the retina. Progress in Retinal and Eye Research 17:
637–685.
9. Douglas RH, Hunt DM, Bowmaker JK (2003) Spectral sensitivity tuning in the
deep-sea. In: Collin SP, Marshall, NJ, editors. Sensory Processing in Aquatic
Environments. New York: Springer. pp. 323–342.
10. Douglas RH, Partridge JC, Marshall NJ (1998) The eyes of deep-sea fish I: lens
pigmentation, tapeta and visual pigments. Progress in retinal and eye research
17: 597–636.
11. Landgren E, Fritsches K, Brill R, Warrant E (2014) The visual ecology of a
deep-sea fish, the escolar Lepidocybium flavobrunneum (Smith, 1843). Philo-
sophical Transactions of the Royal Society B 369: 20130039.
12. Warrant EJ, McIntyre PD (1992) The trade-off between resolution and
sensitivity in compound eyes. In: Pinter RB, Nabet B, editors. Nonlinear vision.
Boca-Raton: CRC Press. pp. 391–421.
13. Collin SP, Partridge JC (1996) Retinal specializations in the eyes of deep-sea
teleosts. Journal of Fish Biology 49: 157–174.
14. Ullmann JF, Moore BA, Temple SE, Ferna´ndez-Juricic E, Collin SP (2011) The
retinal wholemount technique: a window to understanding the brain and
behaviour. Brain, Behavior and Evolution 79, 26–44.
15. Collin SP (1999) Behavioural ecology and retinal cell topography. In: Archer
SN, Djamgoz MBA, Loew ER, Partridge JC, Vallerga S, editors. Adaptive
mechanisms in the ecology of vision. London: Kluwer Academic Publishers. pp.
509–535.
16. Fritsches KA, Marshall NJ, Warrant EJ (2003) Retinal specializations in the blue
marlin: eyes designed for sensitivity to low light levels. Marine and Freshwater
Research 54: 333–341.
17. Collin SP, Pettigrew JD (1988) Retinal topography in reef teleosts. Brain,
Behavior and Evolution 31: 269–282.
18. Hughes A (1977) The topography of vision in mammals of contrasting life style:
comparative optics and retinal organisation. In: Crescitelli F, editor. The visual
system in vertebrates. Berlin: Springer-Verlag. pp. 613–756.
19. Collin SP (2008) A web-based archive for topographic maps of retinal
distribution in vertebrates. Clinical and Experimental Optometry 91: 85–95.
20. Coimbra JP, Hart NS, Collin SP, Manger PR (2013) Scene from above: Retinal
ganglion cell topography and spatial resolving power in the giraffe (Giraffa
camelopardalis). Journal of Comparative Neurology 521: 2042–2057.
21. Newman AS, Marshall JN, Collin SP (2013) Visual eyes: A quantitative analysis
of the photoreceptor layer in deep-sea sharks. Brain, Behavior and Evolution 82:
237–249.
22. Litherland L, Collin SP (2008) Comparative visual function in elasmobranchs:
spatial arrangement and ecological correlates of photoreceptor and ganglion cell
distributions. Visual Neuroscience 25: 549–561.
23. Pugh EN Jr, Lamb TD (2000) Phototransduction in vertebrate rods and cones:
molecular mechanisms of amplification, recovery and light adaptation. In:
Stavenga DG, de Grip WJ, Pugh EN Jr, editors. Molecular mechanisms of visual
transduction. Amsterdam: Elsevier Science B.V. pp. 183–255.
24. Lamb TD, Pugh EN Jr (2006) Phototransduction, dark adaptation, and
rhodopsin regeneration the proctor lecture. Investigative Ophthalmology and
Visual Science 47:5137–5152.
25. Schieber NL, Collin SP, Hart NS (2012) Comparative retinal anatomy in four
species of elasmobranch. Journal of Morphology 273: 423–440.
26. Fritsches KA, Brill RW, Warrant EJ (2005) Warm eyes provide superior vision in
swordfishes. Current Biology 15: 55–58.
27. Ebert DA, Fowler S Compagno L (2013) Sharks of the world. Plymouth: Wild
Nature Press.
28. Renwart M, Mallefet J (2013) First study of the chemistry of the luminous system
in a deep-sea shark, Etmopterus spinax Linnaeus, 1758 (Chondrichthyes:
Etmopteridae). Journal of Experimental Marine Biology and Ecology 448: 214–
219.
29. Young RE, Kampa EM, Maynard SD, Mencher FM, Roper CF (1980)
Counterillumination and the upper depth limits of midwater animals. Deep Sea
Research Part A 27: 671–691.
30. Claes JM, Aksnes DL, Mallefet J (2009) Phantom hunter of the fjord:
Camouflage by counterillumination in a shark (Etmopterus spinax). Journal of
Experimental Marine Biology and Ecology 388: 28–32.
31. Claes JM, Mallefet J (2009) Hormonal control of luminescence from lantern
shark (Etmopterus spinax) photophores. Journal of Experimental Biology 212:
3684–3692.
32. Claes JM, Sato K, Mallefet J (2011) Morphology and control of photogenic
structures in a rare dwarf pelagic lantern shark (Etmopterus splendidus). Journal
of Experimental Marine Biology and Ecology 406: 1–5.
33. Claes JM, Ho HC, Mallefet J (2012) Control of luminescence from pygmy shark
(Squaliolus aliae) photophores. Journal of Experimental Biology 215: 1691–
1699.
34. Claes JM, Mallefet J (2009) Ontogeny of photophore pattern in the velvet belly
lantern shark, Etmopterus spinax. Zoology 112: 433–441.
35. Claes JM, Mallefet J (2010) Functional physiology of lantern shark (Etmopterus
spinax) luminescent pattern: differential hormonal regulation of luminous zones.
Journal of Experimental Biology 213: 1852–1858.
36. Straube N, Igle´sias SP, Sellos DY, Kriwet J, Schliewen UK (2010) Molecular
phylogeny and node time estimation of bioluminescent lantern sharks
(Elasmobranchii: Etmopteridae). Molecular Phylogenetics and Evolution 56:
905–917.
37. Claes JM, Dean MN, Nilsson DE, Hart NS, Mallefet J (2013) A deepwater fish
with ‘lightsabers’–dorsal spine-associated luminescence in a counterilluminating
lanternshark. Scientific Reports 3: 1308.
38. Mochizuki K, Tsukada O, Suzuki K (2003) Further description and notes of
natural history of the viper dogfish, Trigonognathus kabeyai from the Kumano-
nada Sea and the Ogasawara Islands, Japan (Chondrichthyes: Etmopteridae).
Ichthyological Research 50: 251–258.
39. Govardovskii VI, Fyhrquist N, Reuter TOM, Kuzmin DG, Donner K (2000) In
search of the visual pigment template. Visual Neuroscience 17: 509–528.
40. Shimomura O (2012) Bioluminescence: chemical principles and methods.
Singapore: World Scientific.
41. Herring PJ (1982) Aspects of bioluminescence of fishes. Annual Review in
Oceanography and Marine Biology 20: 415–470.
42. Johnsen S (2012) The Optics of Life: A Biologist’s Guide to Light in Nature.
Princeton: Princeton University Press.
43. Johnsen S (2014) Hide and seek in the open sea: pelagic camouflage and visual
countermeasures. Annual Review of Marine Science 6: 369–392.
44. Young RE (1973) Information feedback from photophores and ventral
countershading in mid-water squid. Pacific Science 27: 1–7.
45. Young RE, Roper CF, Walters JF (1979) Eyes and extraocular photoreceptors in
midwater cephalopods and fishes: their roles in detecting downwelling light for
counterillumination. Marine Biology 51: 371–380.
46. Tong D, Rozas NS, Oakley TH, Mitchell J, Colley NJ, McFall-Ngai MJ (2009)
Evidence for light perception in a bioluminescent organ. Proceedings of the
National Academy of Sciences 106: 9836–9841.
Vision of Bioluminescent Sharks
PLOS ONE | www.plosone.org 12 August 2014 | Volume 9 | Issue 8 | e104213
47. McNulty JA, Nafpaktitis BG (1976) The structure and development of the pineal
complex in the lanternfish Triphoturus mexicanus (family Myctophidae). Journal
of Morphology, 150: 579–605.
48. Gruber SH, Hamasaki DI, Davis BL (1975) Window to the epiphysis in sharks.
Copeia 1975: 378–380.
49. Douglas RH, Thorpe A (1992) Short-wave absorbing pigments in the ocular
lenses of deep-sea teleosts. Journal of the Marine Biological Association of the
United Kingdom 72: 93–112.
50. Muntz WRA (1976) On yellow lenses in mesopelagic animals. Journal of the
Marine Biological Association of the United Kingdom 56:963–976.
51. Denton EJ, Warren FJ (1957) The photosensitive pigments in the retinae of
deep-sea fish. Journal of the Marine Biological Association of the United
Kingdom 36: 651–662.
52. Munz FW (1958) The photosensitive retinal pigments of fishes from relatively
turbid coastal waters. Journal of General Physiology 42: 445–459.
53. Turner JR, White EM, Collins MA, Partridge JC, Douglas RH (2009) Vision in
lanternfish (Myctophidae): adaptations for viewing bioluminescence in the deep-
sea. Deep Sea Research Part I: Oceanographic Research Papers 56: 1003–1017.
54. Herring PJ (1983) The spectral characteristics of luminous marine organisms.
Proceedings of the Royal Society B 220: 183–217.
55. Claes JM, Nilsson DE, Straube N, Collin SP, Mallefet J (2014) Isolume
counterillumination drove bioluminescent shark radiation. Scientific Reports 4:
4328.
56. Seigel JA (1978) Revision of the dalatiid shark genus Squaliolus: anatomy,
systematics, ecology. Copeia 1978: 602–614.
57. Reif WE (1985) Functions of scales and photophores in mesopelagic luminescent
sharks. Acta Zoologica 66: 111–118.
58. Lisney TJ, Collin SP (2008) Retinal ganglion cell distribution and spatial
resolving power in elasmobranchs. Brain, Behavior and Evolution 72: 59–77.
59. Bozzano A, Collin SP (2000) Retinal ganglion cell topography in elasmobranchs.
Brain, Behavior and Evolution 55: 191–208.
60. Musick JA, Harbin MM, Compagno LJ (2004) Historical zoogeography of the
Selachii. In: Carrier JC, Musick JA, Heithaus MR, editors. Biology of sharks and
their relatives. Boca Raton: CRC Press. pp. 33–78.
61. Mochizuki K, Ohe F (1990) Trigonognathus kabeyai, a new genus and species of
the squalid sharks from Japan. Japanese Journal of Ichthyology 36: 385–390.
62. Heidler S (2006) Tiefseehaie im norwergischen Bomlafjord. Elasmokop 10: 2–5.
63. Dun MR, Stevens DW, Forman JS, Connell A (2013) Trophic interactions and
distribution of some squaliforme sharks, including new diet descriptions for
Deania calcea and Squalus acanthias. PloS one 8: e59938.
64. Neiva J, Coelho R, Erzini K (2006) Feeding habits of the velvet belly
lanternshark Etmopterus spinax (Chondrichthyes: Etmopteridae) off the Algarve,
southern Portugal. Journal of the Marine Biological Association of the United
Kingdom 86: 835–841.
65. Wetherbee BM, Kajiura SM (2000) Occurrence of a rare squaloid shark,
Trigonognathus kabeyai, from the Hawaiian Islands. Pacific Science 54: 389–
394.
66. Yano K, Miya M, Aizawa M, Noichi T (2007) Some aspects of the biology of the
goblin shark,Mitsukurina owstoni, collected from the Tokyo Submarine Canyon
and adjacent waters, Japan. Ichthyological Research 54: 388–398.
67. Hart NS, Lisney TJ, Collin SP (2006) Visual communication in elasmobranchs.
In Ladich F, Collin SP, Moller P, Kapoor BG, editors. Communication in
Fishes. Plymouth: Science Publishers. pp. 337–392.
68. Lisney TJ, Collin SP (2007) Relative eye size in elasmobranchs. Brain, Behavior
and Evolution 69: 266–279.
69. Hart NS, Theiss SM, Harahush BK, Collin SP (2011) Microspectrophotometric
evidence for cone monochromacy in sharks. Naturwissenschaften 98: 193–201.
70. Bozzano A, Murgia R, Vallerga S, Hirano J, Archer S (2001) The photoreceptor
system in the retinae of two dogfishes, Scyliorhinus canicula and Galeus
melastomus: possible relationship with depth distribution and predatory lifestyle.
Journal of Fish Biology 59: 1258–1278.
71. Litherland L, Collin SP, Fritsches KA (2009) Eye growth in sharks: ecological
implications for changes in retinal topography and visual resolution. Visual
Neuroscience 26: 397–409.
72. Bernal D, Donley JM, Shadwick RE, Syme DA (2005) Mammal-like muscles
power swimming in a cold-water shark. Nature 437: 1349–1352.
73. Stone J (1981) The Whole Mount Handbook: A Guide to the Preparation and
Analysis of Retinal Whole Mounts: Maitland Publications.
74. Curcio CA, Packer O, Kalina RE (1987) A whole mount method for sequential
analysis of photoreceptor and ganglion cell topography in a single retina. Vision
research 27: 9–15.
75. Coimbra JP, Marceliano MLV, Andrade-da-Costa B, Yamada ES (2006) The
retina of tyrant flycatchers: topographic organization of neuronal density and
size in the ganglion cell layer of the great kiskadee Pitangus sulphuratus and the
rusty margined flycatcher Myiozetetes cayanensis (Aves: Tyrannidae). Brain,
Behavior and Evolution 68: 15–25.
76. Coimbra JP, Trevia N, Videira Marceliano ML, da Silveira Andrade-Da-Costa
B, Picanc¸o-Diniz CW, Yamada ES (2009) Number and distribution of neurons
in the retinal ganglion cell layer in relation to foraging behaviors of tyrant
flycatchers. Journal of Comparative Neurology 514: 66–73.
77. Hart NS, Coimbra JP, Collin SP, Westhoff G (2012) Photoreceptor types, visual
pigments, and topographic specializations in the retinas of hydrophiid sea
snakes. Journal of Comparative Neurology 520: 1246–1261.
78. Garza-Gisholt E, Hemmi JM, Hart NS, Collin SP (2014) A comparison of
spatial analysis methods for the construction of topographic maps of retinal cell
density. PLoS ONE 9: e93485
79. Land MF, Nilsson DE (2002) Animal eyes. Oxford: Oxford University Press.
80. Land MF (1981) Optics and vision in invertebrates. Handbook of sensory
physiology. New York: Springer.
81. Cornwall MC, Ripps H, Chappell RL, Jones GJ (1989) Membrane current
responses of skate photoreceptors. The Journal of General Physiology 94: 633–
647.
82. De Grip W (1982).Thermal stability of rhodopsin and opsin in some novel
detergents. Methods in Enzymology 81: 256–265.
83. Douglas RH, Partridge JC, Hope AJ (1995) Visual and lenticular pigments in the
eyes of demersal deep sea fishes. Journal of Comparative Neurology 177: 111–
122.
84. Partridge JC, Shand J, Archer SN, Lythgoe JN, van Groningen-Luyben WAHM
(1989) Interspecific variation in the visual pigments of deep-sea fishes. Journal of
Comparative Physiology A 164:513–529
85. MacNichol EF, Jr. 1986. A unifying presentation of photopigment spectra.
Vision Res 26:1543–1556
86. Govardovskii VI, Fyhrquist N, Reuter T, Kuzmin DG, Donner K (2000) In
search of the visual pigment template. Visual Neuroscience 17: 509–528.
87. Glaser EM, Wilson PD (1998) The coefficient of error of optical fractionator
population size estimates: a computer simulation comparing three estimators.
Journal of Microscopy 192: 163–171.
88. Slomianka L, West MJ (2005) Estimators of the precision of stereological
estimates: an example based on the CA1 pyramidal cell layer of rats.
Neuroscience 136: 757–767.
89. Naylor GJ, Caira JN, Jensen K, Rosana KA, Straube N, et al. (2012)
Elasmobranch phylogeny: a mitochondrial estimate based on 595 species. In
Carrier JC, Musick JA, Heithaus MR, editors. The biology of sharks and their
relatives. Boca Raton: CRC Press, Taylor & Francis Group. pp. 31–56.
Vision of Bioluminescent Sharks
PLOS ONE | www.plosone.org 13 August 2014 | Volume 9 | Issue 8 | e104213
